TdTomato het . (A) Induction of lineage tracing at E9.5 leads to labelled cholangiocytes (costained with OPN) and hepatocytes (co-stained with Hnf4α), liver collected at P30. Magnifications of labelled cholangiocytes and hepatocytes are shown in a') and b'), respectively, upper panels include TdTomato signal, lower panels exclude TdTomato signal to clearly demonstrate the type of cell labelled. (B) Induction of lineage tracing at E13.5 resulted in hepatocyte progeny only. (C) Cre activity was induced at the indicated timepoints and livers collected at P30. Expression of TdTomato was detected in postnatal livers only if induction was at E9.5 or later, suggesting that Lgr5 is expressed in the developing liver from E9.5 onwards. Scale bar = 2mm. (D) TdTomato tracing was almost never detected in non-tamoxifen induced controls. Only in one mouse we detected <100 cells labelled in the liver. In contrast, the tracing events in the livers of the tamoxifen induced embryos was clear with several thousands of cells labelled. Both the non-induced and induced livers were collected at P14. This minute number of labelled cells in the non-induced livers does not affect our interpretations in the lineage tracing experiments. WT and Lgr5-EGFP-IRES-CreERT2 het littermate embryos were scored for the presence of eGFP in the cranial area. Then, embryos were split by genotype and liver tissues collected and processed for cell isolation and single cell dissociation. Cells were stained with the hepatoblast marker Liv2, the endothelial maker CD31 and pan-haemopoietic marker CD45 as described in methods. Sorted cells were obtained following a sequential gating strategy where cells were first gated by FSC vs SSC, then FSC vs Pulse width to identify singlets and then gated for Liv2+ (bulk hepatoblasts, Liv2+CD31-CD45-(red box)) or Liv2+GFP+ (Lgr5+ hepatoblasts, (Liv2+CD31-CD45-GFP+ (blue dashed box))). Table indicates the total number of cells counted and the % of cholangiocytes within these at each of the 3 time points analysed.
